Gaucher disease (GD) is the most prevalent lysosomal storage disorder. This autosomal recessive disease is caused by the defective catabolism of glucosylceramide usually owing to a deficiency of glucocerebrosidase (EC 3.2.1.45). Clinically, three major types can be distinguished on the basis of the presence and extent of neurological involvement. The most common form of GD is the heterogeneous non-neuronopathic type 1,' which is particularly frequent among Ashkenazi Jews.'
In Portugal, type 1 is also the most frequent form of GD. In a previous work we reported that in the Portuguese patients mutation N370S was the most common, accounting for about 60% of the Gaucher alleles. 3 Genomic DNA (gDNA) of patients and close relatives was isolated from white blood cells by standard methods8 with minor modifications. Buccal wash samples, which proved to be very convenient to obtain, were used in the study of relatives. The buccal wash consisted of a sterile saline solution. PCR amplification was carried out using either 500 ng of gDNA or 10 1l of the cellular extract. The reactions were carried out in a total volume of 100 gl.
MUTATION ANALYSIS
The DNA of most patients and some relatives was initially studied by dot blot analysis of PCR products with ASO probes for the most common mutations.3 Patients with unidentified alleles were screened for a total of 19 mutations923 by specific restriction endonuclease digestion9l0 of PCR amplified products.
The screening for recombinant alleles in patients with mutation L444P was also carried out by specific restriction enzyme digestion, using StyI and HphI, which allow the identification of pseudogene sequences at genomic nucleotides 5957 and 6306, respectively. Genomic nucleotide numbering is according to the sequence published by Horowitz et al.24 In the characterisation of the families, relatives were screened for the mutations identified in the index cases.
Results Of all the mutations tested in the patients, only four were encountered, namely N370S, L444P 
